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Oxidative stress is involved in the etiology of several chronic diseases, including cardiovascular disease,
diabetes, cancer, and neurodegenerative disorders. From this perspective, we have evaluated the possible
antioxidant capacities of ﬁve different phthalocyanines (PCs), consisting of four metallophthalocyanines
(MPCs) and one simple phthalocyanine (PC) in order to explore, for the ﬁrst time, the potential antioxi-
dant activities of these compounds. Our results show that all PCs tested in this study have signiﬁcant
antioxidant activity in lipid peroxidation assay, providing protection from sodium nitroprusside -induced
oxidative damage to supernatant from the homogenized liver, brain, e rim of mice. Compared to the non-
induced control, the PCs were generally more efﬁcient in reducing malondialdehyde levels in all assays
on lipid peroxidation induced by sodium nitroprusside; the order of approximate decrease in efﬁciency
was as follows: manganese-PC (better efﬁciency) > copper-PC > iron-PC > zinc-PC > PC (worst efﬁciency).
Furthermore, the copper-PC and manganese-PC compounds exerted a signiﬁcant protective effect in
deoxyribose degradation assays, when employing Fe2+, Fe2+ + H2O2, and H2O2 solutions. In conclusion,
all PCs tested here were shown to be promising compounds for future in vivo investigations, because
of their potential antioxidant activities in vitro.
 2011 Elsevier Ltd.Open access under the Elsevier OA license.1. Introduction
Phthalocyanines (PCs) are macrocyclic complexes whose p sys-
tems (bonds in which the atomic orbitals overlap in parallel, form-
ing an electron density cloud above and below the internuclear
axis) (Graham Solomons and Fryhle, 2001; Pine et al., 1982) are
delocalized over an arrangement of conjugated carbon and nitro-
gen atoms, providing for their unique chemical and physical prop-
erties (Fig. 1) (Leznoff and Lever, 2004; Mckeown, 1998). Due to
the signiﬁcance of the structural component of the p system in
PCs, studies on the nature of the p system and attempts to modu-
late it have been intensively investigated (Day et al., 1975;ophthalocyanines; simple PC,
anine; MnPC, manganese(II)
ron(II) phthalocyanine; SNP,





BSA, bovine serum albumin.
x: +55 55 3220 8978.
r (F.A.A. Soares).
evier OA license.Svetlana et al., 1996). Many of the properties of PCs are highly
dependent on the extent of intermolecular p–p stacking interac-
tions between the planar faces of the macrocycles. PCs as metal
complexes, generated by replacement of the hydrogen atoms in
the central cavity, are usually called metallophthalocyanines
(MPCs), and these central metal ions play a critical role in regulat-
ing the properties of MPCs (Hanack et al., 2001). Thus, since the
structural arrangement of MPCs is determined by the size and loca-
tion of the metal ion center, in relation to the mean plane of the
aromatic PC ligand, several conformations have been described
(Barthel et al., 2002).
PCs and related macrocycles are of great interest due to the
variety of interesting optoelectronic and coordination properties
they display (Beltrán et al., 2004; Leznoff and Lever, 2004;
Mckeown, 1998; Mitzel et al., 2004), and they serve as active com-
ponents in several diverse ﬁelds (Cook and Mater, 1996; Emmelius
et al., 1989). The applicability of these complexes has been inves-
tigated in different areas, especially in materials science (de la Tor-
re et al., 1998; Farren et al., 2002; Loosli et al., 2005; Mizuguchi and
Matsumoto, 1999; Nazeeruddin et al., 1998; Pandey and Herman,
1998; Sies, 1985) and in therapeutic medicine (Pandey and
Herman, 1998); examples include photodynamic therapy (PDT)
and catalytic therapy (CT). They are also emerging modalities for
Fig. 1. The chemical structure of phthalocyanine (PC) (A). The chemical structures
of MPCs [copper(II) phthalocyanine (CuPc), manganese(II) phthalocyanine (man-
ganese-nPc), zinc phthalocyanine (zinc-Pc), iron(II) phthalocyanine (iron-PC) ] were
obtained by replacing X by one of the following metals: Cu2+, Mn2+, Zn2+, and Fe2+,
respectively (B).
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cancer, skin disorders, and macular degeneration. Photodynamic
therapy involves the administration of a photosensitizing drug
(PCs) and its subsequent activation by light to produce reactive
oxygen species and/or free radicals that selectively destroy target
cells (Dougherty et al., 1998; Hasan et al., 2002).
Catalytic therapy (CT) is a cancer treatment modality that em-
ploys a transitionmetal complex as a catalyst and a secondmolecule
as a substrate. Catalytic therapy is similar to photodynamic therapy
(PDT), and is another approach to cancer treatment (Dougherty et al.,
1998). This radiation-based approach for the treatment of solid
malignancies involves the systemic or local administration of a
photosensitizing agent (PCs), followed by irradiationwith an appro-
priatewavelength of visible light. Photodynamic therapyhas proved
to be successful in the treatment of a broad range of diverse solid tu-
mors; however, its use is limited to tissues and areas accessible to
light or light-producing devices (Brown et al., 2004; Juzeniene
et al., 2006; Triesscheijn et al., 2006). In contrast, CT is potentially
a more versatile cancer treatment modality, which, although also
based on the generation of reactive oxygen species (ROS), uses a
combination of substrate molecules and a catalyst in place of light
irradiation (Feofanov et al., 2000). Mechanisms underlying the anti-
tumor actionof CT are similar toX-ray therapy andPDT cancer treat-
ments, in that CT’s actions are dependent on the production of ROS,
which subsequently induces oxidative degradation of critical cellu-
lar molecules and organelles (Fuchs et al., 2000; Heck et al., 2004,
2003; Plaetzer et al., 2005). However, until the present study, there
have not been any studies depicting the possible antioxidant
properties of the PCs.
It is important to consider that biomolecular reactions involving
free radicals, and their relationship with oxidative stress, have been
the subject of a multitude of scientiﬁc investigations, and this re-
search consistently tops the list of current topics in health andmed-
icine (Balentine, 1982; Ji, 1995). Oxidative stress is related to an
imbalance between the production of reactive species and the
strength of the antioxidant defenses, which can result in several
impairments of cell function, culminating in cell death (Grune
et al., 2001; Scott, 1997). It has been suggested that when exacer-
bated, oxidative stress, which is present during normal cell metabo-
lism, is involved in the etiology of several chronic diseases, includingcardiovascular disease, diabetes, cancer, andneurodegenerative dis-
orders (Grune et al., 2001; Scott, 1997). On the other hand, antioxi-
dant intake has emerged as an alternative therapeutic approach for
several pathological conditions related to oxidative damage in the
biological systems responsible for normal cell functions (Scott,
1997; Simic and Karel, 1980).
Antioxidant defenses belong to two major groups: (1) those
preventing the initiation of a peroxidative chain reaction, and (2)
those slowing down the progression of a peroxidative chain reac-
tion (Puntel et al., 2009; Simic and Karel, 1980). Research focused
on the elucidation of the antioxidant and therapeutic properties of
new chemical compounds have been continuously performed by
our research group (de Avila et al., 2006; de Lima Portella et al.,
2008; Puntel et al., 2009). Consistent with this line of research pro-
gress, we have conducted the present studies on the antioxidant
potential of PCs, as well as the elucidation of the mechanisms of ac-
tion of the PCs.
Thus, considering the relevance of oxidative stress in medicine
in general, and the increasing interest in PCs compounds in partic-
ular, our research group is concerned with the elucidation of pos-
sible antioxidant potentials for ﬁve different PCs. To elucidate
their potential use as antioxidant compounds, we have performed
the present in vitro study which analyzed four MPCs and one PC.2. Materials and methods
2.1. Drugs
Oxidant agents including hydrogen peroxide, and FeSO4 were
obtained from local suppliers. PCs [29H, 31-phthalocyanine (PC),
copper(II) phthalocyanine (copper-PC), manganese(II) phthalocya-
nine (manganese-PC), zinc phthalocyanine (zinc-PC), iron(II) phtha-
locyanine (iron-PC)], sodium nitroprusside (SNP), the purity of each
compound is respectively 98%, 97%, 90%,P90%, 90% and 99–102%,
and other reagents were supplied by Sigma–Aldrich Chemical.
2.2. Animals
Untreated 40 adult male Swiss albino mice 50–60 days old,
weighing 25–35 g, were used. These mice were obtained from
our own breeding colony. The animals were maintained in an air
conditioned room (20–25 C) under a 12 h light/dark cycle, and
with water and food provided ad libitum. All experimental proce-
dures were conducted according to guidelines of the Committee of
Care and Use of Experimental Animal Research of the Federal
University of Santa Maria, Brazil.
2.3. Assays with tissue homogenates
2.3.1. Tissue preparation
Mice were sacriﬁced by cervical dislocation, and the liver, kid-
neys, and brain were quickly removed, placed on ice, and homog-
enized in 10 volumes of cold, Tris buffer (10 mM, pH 7.4). The
homogenates were centrifuged at 4000g at 4 C for 10 min to
yield a low-speed supernatant fraction (S1) for each tissue (liver,
kidney and brain) that was used for SNP-induced lipid peroxida-
tion and H2DCF-DA assays.
2.3.2. SNP-induced lipid peroxidation assay
The antioxidant effect of the PCs was evaluated against produc-
tion of SNP (5 lM)-induced thiobarbituric acid reactive substances
(TBARS), using vehicle, dimethyl sulfoxide (DMSO), or PCs
(1–100 lM). The S1 was pre-incubated for 1 h at 37 C in a buffered
medium with the PCs in the presence or absence of SNP. TBARS
formation was determined spectrophotometrically at 532 nm,
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et al. (1979). In this work we used the SNP as a mechanism of tox-
icity, in a concentration of 5 lM according to previously described
(Puntel et al., 2009). In fact, sodium nitroprusside (SNP) is a good
chemical inducer of lipid peroxidation in mice tissues (Rauhala
et al., 1998), since it release in a short-lasting time NO in tissue
preparations.
2.3.3. Not-induced lipid peroxidation assay
The antioxidant effect of the PCs was evaluated against basal
production of thiobarbituric acid reactive substances (TBARS), using
vehicle, dimethyl sulfoxide (DMSO), or PCs (1–100 lM). The S1 was
pre-incubated for 1 h at 37 C in a buffered medium with the PCs.
TBARS formation was determined spectrophotometrically at
532 nm, using malondialdehyde (MDA) as a standard, according to
Ohkawa et al. (1979).
2.3.4. H2DCF-DA assay
S1 was used for the 2,7-dichlorodihydroﬂuorescein diacetate
(H2DCF-DA) oxidation assay to evaluate levels of RS (reactive spe-
cies). S1, in Tris buffer (10 mM, pH 7.4) was incubated with differ-
ent PCs at concentrations of 1, 5, 10, 50, and 100 lM at 37 C. After
1 h, aliquots were removed, H2DCF-DA (7 lM) was added to the
medium, and incubation was continued for 1 h in the dark. Fluores-
cence was determined using 488 nm for excitation and 520 nm for
emission. A standard curve was created using increasing concen-
trations of 2,6-dicloroindophenol sodium salt hydrate (DCF) incu-
bated in parallel (Pérez-Severiano et al., 2004). The results were
analyzed as a percentage value in relation to the control group.
2.3.5. Protein determination
The protein content was determined according to Lowry et al.
(1951), using bovine serum albumin (BSA) as a standard.
2.4. Assays without tissue homogenates
2.4.1. Nitric oxide (NO) scavenging assay
The scavenging of NOwas assessed by incubating SNP (5 mM, in
potassium buffer) with different PC concentrations at 25 C. After
120 min, 0.5 mL of incubation solution was sampled and mixed
with 0.5 mL of Griess reagent (Green et al., 1981), and the absor-Fig. 2. Effect of PC (phthalocyanine), cooper-PC (copper(II) phthalocyanine), manganese
(zinc phthalocyanine) on the SNP (sodium nitroprusside)-induced lipid peroxidation a
36.6 nmol MDA/mg protein (C). ap < 0.05, bp < 0.01, cp < 0.001, compared to control indu
⁄p < 0.01, §p < 0.001, compared to control not induced by Student–Newman–Keuls test fbance was measured at 550 nm. The amount of nitrite was calcu-
lated using different concentrations of sodium nitrite. A curve of
sodium nitrite, constructed in the presence of the PCs in order to
verify interaction with nitrite, depicted no interference of PCs with
the color development after addition of Griess reagent. The values
were compared to a control to determine the percentage of inhibi-
tion of nitrite reaction with Griess reagent, depicted by the PCs, as
an index of the NO scavenging activity (Marcocci et al., 1994).2.4.2. DPPH radical scavenging activity assay
Themeasurement of a PC’s scavenging activity against the radical
(DPPH)wasperformed in accordancewithChoi et al. (2002). Brieﬂy,
85 lMDPPH was added to a medium containing different PCs con-
centrations. Themediumwas incubated for 30 min at room temper-
ature, and the decrease in absorbancemeasured at 518 nmdepicted
the scavenging activity of the PCs against DPPH (Puntel et al., 2009).
The values are expressed as percentage of inhibition of DPPH absor-
bance in relation to the control values without the PCs.2.4.3. Deoxyribose degradation assay
The deoxyribose degradation assay was performed according to
Puntel et al. (2005). Brieﬂy, the reaction medium was prepared
containing the following reagents at the ﬁnal concentrations indi-
cated: PCs (concentrations indicated in the ﬁgures), deoxyribose
(3 mM) ethanol (5%), potassium phosphate buffer (0.05 mM, pH
7.4), FeSO4 (50 lM), and H2O2 (500 lM). Solutions of FeSO4 and
H2O2 were made prior to use. Reaction mixtures were incubated
at 37 C for 30 min and stopped by the addition of 0.8 mL of tri-
chloroacetic acid (TCA) 2.8%, followed by the addition of 0.4 mL
of thiobarbituric acid (TBA) 0.6%. Next, the medium was incubated
at 100 C for 20 min and the absorbance was recorded at 532 nm
(Gutteridge, 1981; Halliwell and Gutteridge, 1981). Standard
curves of MDA were made for each experiment to determine the
MDA generated by the deoxyribose degradation. The values are ex-
pressed as a percentage of control values (without PCs).2.5. Statistical analysis
Statistical signiﬁcance was assessed by one-way ANOVA,
followed by the Student–Newman–Keuls test for post-hoc-PC (manganese(II) phthalocyanine), iron-PC (iron(II) phthalocyanine), and zinc-PC
ssay, in S1 from mouse liver. Values are expressed as % of control not induced,
ced (—) by SNP (5 lM). Data are presented as the mean ± S.E.M. (n = 3). #p < 0.05,
or post-hoc comparison.
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tically signiﬁcant at values of p < 0.05, p < 0.01 and p < 0.001.
3. Results
3.1. The chemical structures of PCs
The chemical structure of a PC is shown in Fig. 1A. The chemical
structures of MPCs (copper-PC, manganese-PC, zinc-PC, and iron-
PC) were obtained by replacing X with one of the following metals:
Cu2+, Mn2+, Zn2+, or Fe2+, respectively (Fig. 1B).Fig. 3. Effect of PC (phthalocyanine), cooper-PC (copper (II) phthalocyanine), manganese
(zinc phthalocyanine) on the SNP (sodium nitroprusside)-induced lipid peroxidation a
36.6 nmol MDA/mg protein. ap < 0.05, bp < 0.01, cp < 0.001, compared to control induc
⁄p < 0.01, §p < 0.001, compared to control not induced by Student–Newman–Keuls for p
Fig. 4. Effect of PC (phthalocyanine), cooper-PC (copper(II) phthalocyanine), manganese
(zinc phthalocyanine) on the SNP (sodium nitroprusside)-induced lipid peroxidation a
36.6 nmol MDA/mg protein. ap < 0.05, bp < 0.01, cp < 0.001, compared to control induc
⁄p < 0.01, §p < 0.001, compared to control not induced by Student–Newman–Keuls test f3.2. SNP-induced lipid peroxidation assay
The PC signiﬁcantly decreased the SNP-induced lipid peroxida-
tion in liver, kidney, and brain tissues of mice at concentrations
ranging from 1 to 100 lM (Figs. 2–4, respectively).
Similarly, cooper-PC (Figs. 2–4), and manganese-PC (Figs. 2–4)
signiﬁcantly decreased SNP-induced lipid peroxidation in liver,
kidney, and brain at all tested concentrations (1–100 lM). More-
over, the manganese-PC was able to decrease the lipid peroxida-
tion to levels lower than those of the controls, both in liver, and
brain tissues (Figs. 2 and 4, respectively).-PC (manganese(II) phthalocyanine), iron-PC (iron(II) phthalocyanine), and zinc-PC
ssay, in S1 from mouse kidney. Values are expressed as % of control not induced,
ed (—) by SNP (5 lM). Data are presented as the mean ± S.E.M. (n = 3). #p < 0.05,
ost-hoc comparison.
-PC (manganese(II) phthalocyanine), iron-PC (iron(II) phthalocyanine), and zinc-PC
ssay, in S1 from mouse brain. Values are expressed as % of control not induced,
ed (—) by SNP (5 lM). Data are presented as the mean ± S.E.M. (n = 3). #p < 0.05,
or post-hoc comparison.
G.P. Amaral et al. / Toxicology in Vitro 26 (2012) 125–132 129The iron-PC at the same concentrations (1–100 lM) signiﬁ-
cantly decreased the SNP-induced lipid peroxidation in liver, kid-
ney, and brain tissues of mice (Figs. 2–4, respectively) to the
control levels. However, in kidney, the iron-PC at 50 and 100 lM,
was not able to achieve the control levels.
The zinc-PC, at all tested concentrations, signiﬁcantly decreased
the SNP-induced lipid peroxidation in liver, kidney, and brain tis-
sues of mice (Figs. 2–4 respectively) to the control levels. However,
in kidney, the zinc-PC was less effective.2+
Fe
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Fig. 5. Effect of manganese-Pc (manganese(II) phthalocyanine) on deoxyribose
degradation assay. Values are expressed as % of control not induced, 0.94 lM/g
deoxyribose (—). ⁄p < 0.001, compared to control induced by Fe2+ 50 lM (A), H2O2
500 lM (B), and Fe2+ 50 lM plus H2O2 500 lM (C). Data are presented as the
mean ± S.E.M. (n = 3). #p < 0.001, compared to control not induced by Student–
Newman–Keuls test for post-hoc comparison.In the liver, manganese-PC and copper-PC induced lipid perox-
idation levels that were signiﬁcantly lower than that of PC at con-
centrations of 1, 5, 10, 50, and 100 lM (Fig. 2). Iron-PC and zinc-PC
in the liver demonstrated no signiﬁcant difference compared to PC
at all concentrations used in this study (Fig. 2). In the liver, manga-
nese-PC demonstrated reduction of SNP-induced lipid peroxida-
tion levels that was lower than that of iron-PC at concentrations
of 1, 5, 10, 50, and 100 lM (Fig. 2).
In addition, manganese-PC decreased the levels of lipid peroxi-
dation in the liver at concentrations of 5, 10, 50, and 100 lM as2+
Fe












































Fig. 6. Effect of cooper-Pc (copper(II) phthalocyanine) on deoxyribose degradation
assay. Values are expressed as % of control not induced, 0.94 lM/g deoxyribose (—).
⁄p < 0.001, compared to control induced by Fe2+ 50 lM (A), H2O2 500 lM (B), and
Fe2+ 50 lM plus H2O2 500 lM (C). Data are presented as the mean ± S.E.M. (n = 3).
#p < 0.001, compared to control not induced by Student–Newman–Keuls test for
post-hoc comparison.
Fig. 8. Effect of manganese-PC (manganese(II) phthalocyanine) on the not-induced
lipid peroxidation assay, in S1 from mouse brain. Values are expressed as % of
control (—), 36.6 nmol MDA/mg protein. Data are presented as the mean ± S.E.M.
(n = 3). ⁄p < 0.01, compared to control by Student–Newman–Keuls test for post-hoc
comparison.
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levels of lipid peroxidation in the liver at concentrations of 5, 10,
50, and 100 lM than iron-PC did (Fig. 2). In addition, copper-PC in-
duced lower levels of lipid peroxidation in the liver at concentra-
tions of 50 and 100 lM than zinc-PC did. There was no signiﬁcant
difference between copper-PC and manganese-PC in the liver at
the concentrations used in this study (Fig. 2). At a concentration of
5 lM, iron-PC induced lipid peroxidation levels that were lower
than that of zinc-PC (Fig. 2, p < 0.05).
In the kidney, PC increased levels of lipid peroxidation at
concentrations of 1, 5, 10, 50, and 100 lM as compared to that of
manganese-PC (Fig. 3). PC also increased levels of lipid peroxida-
tion in the kidney at concentrations of 1 and 5 lM as compared
to that of iron-PC, and demonstrated no difference compared to
that of zinc-PC (Fig. 3, p < 0.05).
There was no signiﬁcant difference between copper-PC and
manganese-PC in the kidney at the concentrations used in this
study (Fig. 3). In the kidney, copper-PC effected lower levels of lipid
peroxidation than iron-PC did at concentrations of 50 and 100 lM
(Fig. 3, p < 0.05).
In addition, copper-PC induced lower levels of lipid peroxidation
in the kidney at concentrations of 10, 50, and 100 lM than zinc-PC
did (Fig. 3). Manganese-PC induced no signiﬁcant difference in the
kidney in relation to that of iron-PC and zinc-PC (Fig. 3). There was
no difference between iron-PC and zinc-PC (Fig. 3, p < 0.05).
In the brain, PC induced higher levels of lipid peroxidation com-
pared to that of copper-PC and manganese-PC. There was no signif-
icant difference between PC compared to iron-PC and zinc-PC
(Fig. 4, p < 0.05).
In the brain, manganese-PC effected lower levels of lipid perox-
idation than zinc-PC did at concentrations of 5, 10, 50, and 100 lM,
and at 10 lM compared to that of copper-PC (Fig. 4). Iron-PC re-
sulted in no signiﬁcant difference in the brain in relation to man-
ganese-PC, zinc-PC, and copper-PC (Fig. 4). Compared to zinc-PC,
copper-PC induced lower levels of lipid peroxidation in the brain
at concentrations of 1, 50, and 100 lM (Fig. 4, p < 0.05).3.3. Not-induced lipid peroxidation assay
Themanganese-PC (Figs. 7 and 8) signiﬁcantly decreased the ba-
sal lipid peroxidation in liver and brain at all tested concentrations
(1–100 lM). Moreover, the manganese-PC was able to decrease theFig. 7. Effect of manganese-PC (manganese(II) phthalocyanine) on the not-induced
lipid peroxidation assay, in S1 from mouse liver. Values are expressed as % of
control (—), 36.6 nmol MDA/mg protein. Data are presented as the mean ± S.E.M.
(n = 3). ⁄p < 0.01, §p < 0.001, compared to control by Student–Newman–Keuls test
for post-hoc comparison.lipid peroxidation to levels lower than those of the controls, both in
liver, and brain tissues (Figs. 7 and 8, respectively).
The PC, copper-PC, Zinc-PC, and iron-PC did not show any anti-
oxidant effects in basal-lipid peroxidation (data not shown).
3.4. H2DCF-DA, nitric oxide (NO) scavenging and DPPH radical
scavenging activity assays
The PC and MPCs did not show any antioxidant effects in tests
involving H2DCF-DA, nitric oxide (NO) scavenging and DPPH rad-
ical scavenging activities (data not shown).
3.5. Deoxyribose degradation assay
We evaluated the effect of manganese-PC and cooper-PC in the
assay for degradation of deoxyribose, because these two com-
pounds showed better results when tested in SNP-induced lipid
peroxidation, compared to PC, zinc-PC, and iron-PC.
The manganese-PC (1–50 lM) signiﬁcantly decreased the deoxy-
ribose degradation induced by H2O2 (Fig. 5B), however it was less
able to reduce the Fe-induced deoxyribose degradation (Fig. 5A).
Additionally, the manganese-PC effect against Fe2+ + H2O2-induced
deoxyribose degradation (Fig. 5C)was at the samemagnitude as seen
for Fe2+ alone, indicating that manganese-PC interferes with H2O2
without affecting Fe2+ chemistry.
In contrast, the copper-PC (1–50 lM) signiﬁcantly decreased
the deoxyribose degradation induced by Fe2+ or H2O2 alone, how-
ever, it showed no additional protective effect in the Fenton reac-
tion (Fe2+ + H2O2) (Figs. 6A–C, respectively).
4. Discussion
In the current study, our research group investigated and clari-
ﬁed the antioxidant properties of four different MPCs and a PC, be-
cause of the relevance of these compounds in the contexts of
oxidative stress, disease etiology, and for the progress of medicine
(Balentine, 1982; Ji, 1995). The experiments performed in this
study revealed a signiﬁcant antioxidant capacity of PCs against li-
pid peroxidation induced by SNP in all tested tissues (Figs. 2–4).
Results from the present study showed more signiﬁcant antioxi-
dant effects in trials using cooper-PC and manganese-PC (Figs. 2–
4, respectively). Additionally, lipid peroxidation assays revealed
that iron-PC and zinc-PC have less signiﬁcant antioxidant effects
in kidney samples (Fig. 3, respectively) compared with samples
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some chemical change should have occurred in the extruded iron-
PC and zinc-PC complexes, due to biological metabolism of the
kidney enzymes, by mechanisms not yet known.
On the other hand, the PC and the MPCs did not prevent RS for-
mation, as indicated by the H2DCF-DA assay, at all concentrations
tested (data not shown). This particular assay corresponds to a
nonspeciﬁc assay, where generated RS oxidizes H2DCF-DA, result-
ing in the generation of a ﬂuorescent sub-product (Pérez-Severiano
et al., 2004), whose production was not prevented by the presence
of a PC, or by the presence of the various MPCs employed in the
study. Nevertheless, manganese-PC and cooper-PC showed antiox-
idant effects in the deoxyribose degradation assay (Figs. 5 and 6,
respectively), thereby justifying the continuation of this study after
the antioxidant results against lipid peroxidation induced by SNP
were determined (Figs. 2–4).
Similar to the ﬁndings in the SNP-induced lipid peroxidation,
manganese-PC and cooper-PC decreased oxidative stress induced
by solutions of Fe2+, H2O2, and Fe2+ + H2O2 in the deoxyribose deg-
radation assay (Fig. 5A–C, and Fig. 6A–C, respectively). However,
manganese-PC did not show antioxidant effects as expressive as
those found in SNP-induced lipid peroxidation (Figs. 2–4), although
it had a signiﬁcant antioxidant effect in the deoxyribose degrada-
tion assay (Fig. 5). We believe that further studies are necessary
to understand this matter.
In addition, the PC and the MPCs had no effect in the DPPH and
nitric oxide (NO) radical scavenging activity assays, (data not
shown), which excludes the possibility that these PC compounds
possess scavenging activity against the biologically relevant radi-
cals, NO and DPPH. Thus, we suggest that the PC and the MPCs
may be acting by avoiding the generation of free radicals, or block-
ing the oxidative action of free radicals against the lipids present in
the cells from biological samples, or against the deoxyribose moi-
ety. Furthermore, these PCs compounds can act by directly degrad-
ing hydroperoxides such as H2O2, which is a common mechanism
used by antioxidants (Scott, 1997; Simic and Karel, 1980).
We believe that the mechanism of action of the PC and the
MPCs is deeply related to resonance that occurs in the p system lo-
cated in these structures (Leznoff and Lever, 2004; Mckeown,
1998) (Fig. 1A and B). The p systems in these compounds corre-
spond to bonds in which atomic orbitals overlap in parallel, com-
prising an electron density cloud above and below the
internuclear axis, for example, as in the 2p orbital of nitrogen
and d orbital of metal, called a pp–dp bond (Lee, 1999).
Thus, due to the fact that the cooper-PC and the manganese-PC
showed better antioxidant effects against lipid peroxidation in-
duced by SNP (Figs. 2–4) compared to the PC, the iron-PC and
the zinc-PC (Figs. 2–4, respectively), we hypothesize here that
the relative effects found are due to a total resonance around the
ring, resulting in a twist of the coordination of the metal center,
thus making a bridge between the opposite sides of the structure
in the MPCs. Moreover, the difference in results of one metal com-
plex compared to another, must be a consequence of a better res-
onance with Cu2+ and Mn2+ in comparison to Fe2+ and Zn2+ present
in the other MPC structures (Barthel et al., 2002; Day et al., 1975;
Hanack et al., 2001; Leznoff and Lever, 2004; Mckeown, 1998;
Svetlana et al., 1996).
Manganese-PC displayed a signiﬁcant antioxidant effect per se
to reduce the basal levels of lipid peroxidation in the liver and
brain, which conﬁrms the results of the SNP-lipid peroxidation as-
say. We can deduce that manganese-PC not only reversed the SNP-
induced lipid peroxidation but also act to prevent possible oxida-
tive stress because it was able to decrease the basal levels of oxida-
tive stress (Figs. 7 and 8, respectively).
Comparative analysis of manganese-PC and copper-PC in the li-
ver demonstrated a statistically similar effect in preventing lipidperoxidation induced by SNP (Fig. 2). On the other hand, manga-
nese-PC and copper-PC demonstrated better antioxidant activity
than copper-PC, zinc-PC, and PC did in the liver, indicating that
manganese-PC and copper-PC possess a better antioxidant mecha-
nism for the prevention of SNP-induced lipid peroxidation (Fig. 2).
Copper-PC and zinc-PC in the liver presented very similar re-
sults and were superior to PC; together with the results of the
other PC compounds, they support the existence of an antioxidant
mechanism strongly reliant on the presence of metals in PC struc-
ture (Fig. 2).
Manganese-PC demonstrated an antioxidant activity similar to
that of copper-PC, iron-PC, and zinc-PC in the liver (Fig. 3). On
the other hand, copper-PC presented an antioxidant activity, pre-
vention of lipid peroxidation, higher than that detected with the
other PCs (Fig. 3). This indicates that the structure of copper PCs
plays a key role in the reversal of renal cell lipid peroxidation
(Fig. 3).
Copper-PC in the brain demonstrated a better antioxidant effect
than PC and zinc-PC did in preventing SNP-induced lipid peroxida-
tion (Fig. 4). In addition, manganese-PC in the brain yielded better
results than zinc-PC did in the prevention of lipid peroxidation
(Fig. 4). Other comparisons between PCs in the brain presented
similar results, demonstrating that copper-PC and manganese-PC
effected better antioxidant activities in brain structures than other
PCs did, which is probably related to the presence of copper and
manganese in the structure of the PCs (Fig. 4).5. Conclusion
In conclusion, we believe that the PC and MPCs tested in this
investigation deserve further attention as to their probable impor-
tance as antioxidants, especially due to the results obtained in as-
says of lipid peroxidation induced by SNP, lipid peroxidation not-
induced and also due to the results of the deoxyribose degradation
assay. In addition, our research group believes that cooper-PC and
manganese-PC have promising antioxidant potentials, as evi-
denced by the positive effects observed in comparison to the other
metal complexes tested in our assays.6. Conﬂict of interest statement
The authors declare that there are no conﬂicts of interest.
Acknowledgments
This work was supported by the FINEP research grant ‘‘Rede
Instituto Brasileiro de Neurociência (IBN-Net)’’ # 01.06.0842-00
and the INCT for Excitotoxicity and Neuroprotection - MCT/CNPq.
J.B.T.R and F.A.A.S. receive a fellowship from CNPq and Guilherme
Pires Amaral, Rômulo Pillon Barcelos, Fernando Dobrashinski re-
ceive a fellowship from CAPES. Additional support was provided
by FAPERGS.
References
Balentine, J., 1982. Pathology of oxygen toxicity. New York, Academic Press.
Barthel, M., Dini, D., Vagin, S., Hanack, M., 2002. An easy route for the synthesis of
new axially substituted titanium (IV) phthalocyanines. Eur. J. Org. Chem. 3756,
3762.
Beltrán, H.I., Esquivel, R., Sosa-Sánchez, A., 2004. Microwave assisted stereoselective
synthesis of cis-substituted tinIV phthalocyanine dicarboxylates. Application as
corrosion inhibitors. Inorg. Chem. 43, 3555–3557.
Brown, S.B., Brown, E.A., Walker, I., 2004. The present and future role of
photodynamic therapy in cancer treatment. Lancet Oncol. 5, 497–508.
Choi, C.W., Kim, S.C., Hwang, S.S., Choi, B.K., Ahn, H.J., Lee, M.Y., Park, S.H., Kim, S.K.,
2002. Antioxidant activity and free radical scavenging capacity between Korean
medicinal plants and ﬂavonoids by assay-guided comparison. Plant Sci. 153,
1161–1168.
132 G.P. Amaral et al. / Toxicology in Vitro 26 (2012) 125–132Cook, M.J., Mater, J., 1996. Thin ﬁlm formulations of substituted phthalocyanines. J.
Mater. Chem. 6, 677–689.
Day, V.W., Marks, T.J., Wachter, W.A., 1975. Large metal ion-centered template
reactions. A uranyl complex of cyclopentakis (2-iminoi soindoline). J. Am.
Chem. Soc. 97, 4519–4527.
de Avila, D.S., Beque, M.C., Folmer, V., Braga, A.L., Zeni, G., Nogueira, C.W., Soares,
F.A., Rocha, J.B., 2006. Diethyl 2-phenyl-2 tellurophenyl vinylphosphonate: an
organotellurium compound with low toxicity. Toxicology 224, 100–107.
de la Torre, G., Vazquez, P., Agullo-Lopez, F., Torres, T.J., 1998. The exciting world of
nanocages and nanotubes. Mater. Chem. 8, 1671–1683.
de Lima Portella, R., Barcelos, R.P., de Bem, A.F., Carratu, V.S., Bresolin, L., da Rocha,
J.B., Soares, F.A., 2008. Oximes as inhibitors of low density lipoprotein oxidation.
Life Sci. 19, 878–885.
Dougherty, T.J., Gomer, C.J., Henderson, B.W., Jori, G., Kessel, D., Korbelik, M., Moan,
J., Peng, Q., 1998. Photodynamic therapy. J. Natl. Cancer Inst. 90, 889–905.
Emmelius, M., Pawlowski, G., Vollmann, H.W., 1989. Materials for Optical Data
Storage. Angewandte Chemie 28, 1445–1471.
Farren, C., Fitz Gerald, S., Beeby, A., 2002. The ﬁrst genuine observation of
ﬂuorescent mononuclear phthalocyanine aggregates. Chem. Commun. (Camb).
6, 572–573.
Feofanov, A.V., Grichine, A.I., Shitova, L.A., 2000. Confocal Raman microspectroscopy
and imaging study of theraphthal in living cancer cells. Biophys. J. 78, 499–512.
Fuchs, J., Weber, S., Kaufmann, R., 2000. Genotoxic potential of porphyrin type
photosensitizers with particular emphasis on 5-aminolevulinic acid:
implications for clinical photodynamic therapy. Free Radic. Biol. Med. 28,
537–548.
Graham Solomons, T.W., Fryhle, C.B., 2001. Aromatic compounds. Organic
Chemistry. John Wiley and Sons, SP, LTC. 1, 528–563.
Green, L.C., Wanger, D.A., Glogowski, J., Skipper, P.L., Wishnok, J.S., Tannenbaum,
S.R., 1981. Analysis of nitrate and nitrite in biological ﬂuids. Anal. Biochem. 126,
131–138.
Grune, T., Klotz, L., Gieche, J., Rudeck, M., Sies, H., 2001. Protein oxidation and
proteolysis by the non radical oxidants singlet oxygen or peroxynitrite. Free
Radic. Biol. Med. 30, 1243–1253.
Gutteridge, J.M.C., 1981. Thiobarbituric acid-reactivity following iron-dependent
free radical damage to amino acids and carbohydrates. FEBS Lett. 128, 343–346.
Halliwell, B., Gutteridge, J.M.C., 1981. Formation of a thiobarbituric-acid-reactive
substance from deoxyribose in the presence of iron salts: the role of superoxide
and hydroxyl radicals. FEBS Lett. 128, 347–352.
Hanack, M., Schneider, T., Barthel, M., Shirk, J.S., Flom, S.R., Pong, R.G.S., 2001.
Indium phthalocyanines and naphthalocyanines for optical limiting. Coord.
Chem. Rev. 219, 235–258.
Hasan, T., Moor, A., Ortel, B., 2002. Photodynamic therapy of cancer. Cancer Med.
489, 502.
Heck, D.E., Gerecke, D.R., Vetrano, A.M., Laskin, J.D., 2004. Solar ultraviolet radiation
as a trigger of cell signal transduction. Toxicol. Appl. Pharmacol. 195, 288–297.
Heck, D.E., Vetrano, A.M., Mariano, T.M., Laskin, J.D., 2003. UVB light stimulates
production of reactive oxygen species: unexpected role for catalase. J. Biol.
Chem. 278, 22432–22436.
Ji, L.L., 1995. Oxidative stress and antioxidant response during exercise. Radic. Biol.
Med. 6, 1079–1086.
Juzeniene, A., Nielsen, K.P., Moan, J., 2006. Aspects of photodynamic therapy. J.
Environ. Pathol. Toxicol. Oncol. 25, 7–28.
Lee, J.D. 1999. Coordination compounds. Concise inorganic chemistry. SP, editora
Edgard Blücher LTDA, 99–121.Leznoff, C.C., Lever, A.B.P., 2004. Phthalocyanines: properties and applications. New
york, VHC.
Loosli, C., Jia, C., Liu, S.X., Haas, N., Dias, M., Levillain, E., Neels, A., Labat, G., Hauser,
A., Decurtins, S., 2005. J. Org. Chem. 70, 4988–4992.
Lowry, O.H., Rosebrough, N.J., Farr, A.L., Randall, R.J., 1951. Protein measurement
with the folin phenol reagent. Biol. Chem. 193, 265–275.
Marcocci, L., Maguire, J.J., Droy-Lefaix, M.T., Packer, L., 1994. The nitric oxide-
scavenging properties of Ginkgo biloba extract. Biochem. Biophys. Res.
Commun. 201, 748–755.
Mckeown, N.B., 1998. Phthalocyanine materials: synthesis, structure and function.
Press syndicate of the University of Cambridge, Cambridge.
Mitzel, F., Fitz, G.S., Beeby, A., Faust, R., 2004. The synthesis of arylalkyne-
substituted tetrapyrazinoporphyrazines and an evaluation of their potential
as photosensitisers for photodynamic therapy. Eur. J. Org. Chem. 1136,
1142.
Mizuguchi, J., Matsumoto, S.J., 1999. Phys. Chem. A. 103, 614–616.
Nazeeruddin, M.K., Humphry-Baker, R., Gratzel, M., Murrer, B.A., 1998. Efﬁcient near
IR sensitization of nanocrystalline TiO2 ﬁlms by ruthenium phthalocyanines.
Chem. Commun., 719–720.
Ohkawa, H., Ohishi, N., Yagi, K., 1979. Assay for lipid peroxides in animal tissues by
thiobarbituric acid reaction. Anal. Biochem. 95, 351–358.
Pandey, P.K., Herman, C.K., 1998. Chem. Ind. 18, 743.
Pérez-Severiano, F., Rodríguez-Pérez, M., Pedraza-Chaverrí, J., Maldonado, P.D.,
Medina-Campos, O.N., Ortíz-Plata, A., Sánchez-García, A., Villeda-Hernández, J.,
Galván-Arzate, S., Aguilera, P., Santamaría, A., 2004. S-Allylcysteine, a garlic-
derived antioxidant, ameliorates quinolinic acid-induced neurotoxicity and
oxidative damage in rats. Neurochem. Int. 45, 1175–1183.
Pine, S.H., Hendrickson, J.B., Cram, D.J., Hammond, G.S., 1982. Substitutions at
unsaturated carbon-aromatic compounds. Organic chemistry. In: Ricci, J., Amar,
J.S., Wagley, S. (Eds.), Chemico-biological interactions cTokyo. McGram-Hill
international book company, pp. 596–697.
Plaetzer, K., Kiesslich, T., Oberdanner, C.B., Krammer, B., 2005. Apoptosis following
photodynamic tumor therapy: induction, mechanisms and detection. Curr.
Pharm. Des. 11, 1151–1165.
Puntel, G.O., de Carvalho, N.R., Gubert, P., Palma, A.S., Dalla Corte, C.L., Avila, D.S.,
Pereira, M.E., Carratu, V.S., Bresolin, L., da Rocha, J.B., Soares, F.A., 2009. Butane-
2, 3-dionethiosemicarbazone: an oxime with antioxidant properties. Chem.
Biol. Interact. 177, 153–160.
Puntel, R.L., Nogueira, C.W., Rocha, J.B.T., 2005. Krebs cycle intermediates modulate
thiobarbituric acid reactive species (TBARS) production in rat brain in vitro.
Neurochem. Res. 30, 225–235.
Rauhala, P., Khaldi, A., Mohanakumar, K.P., Chiueh, C.C., 1998. Apparent role of
hydroxyl radicals on oxidative brain injury induced by sodiumnitropruside.
Free Rad. Biol. Med. 24, 1065–1073.
Scott, G., 1997. Antioxidants in science, technology, medicine and nutrition. Coll
house, Albion Publishing.
Sies, H., 1985. Oxidative stress. New York, Academic Press.
Simic, M., Karel, M., 1980. Autoxidation in food and biological systems. Plenum
Press, New York.
Svetlana, V.K., Gilbert, S., Johan, E.V.L., 1996. Syntheses of trisulfonated
phthalocyanines and their derivatives using boron (III) subphthalocyanines as
intermediates. J. Org. Chem. 61, 5706–5707.
Triesscheijn, M., Baas, P., Schellens, J.H., Stewart, F.A., 2006. Photodynamic therapy
in oncology. Oncologist 9, 1034–1044.
